Synopsis Stomatopod crustaceans have complex visual systems containing up to 16 different spectral classes of photoreceptors, more than described for any other animal. A previous molecular study of this visual system focusing on the expression of opsin genes found many more transcripts than predicted on the basis of physiology, but was unable to fully document the expressed opsin genes responsible for this diversity. Furthermore, questions remain about how other components of phototransduction cascades are involved. This study continues prior investigations by examining the molecular function of stomatopods' visual systems using new whole eye 454 transcriptome datasets from two species, Hemisquilla californiensis and Pseudosquilla ciliata. These two species represent taxonomic diversity within the order Stomatopoda, as well as variations in the anatomy and physiology of the visual system. Using an evolutionary placement algorithm to annotate the transcriptome, we identified the presence of nine components of the stomatopods' G-proteincoupled receptor (GPCR) phototransduction cascade, including two visual arrestins, subunits of the heterotrimeric G-protein, phospholipase C, transient receptor potential channels, and opsin transcripts. The set of expressed transduction genes suggests that stomatopods utilize a Gq-mediated GPCR-signaling cascade. The most notable difference in expression between the phototransduction cascades of the two species was the number of opsin contigs recovered, with 18 contigs found in retinas of H. californiensis, and 49 contigs in those of P. ciliata. Based on phylogenetic placement and fragment overlap, these contigs were estimated to represent 14 and 33 expressed transcripts, respectively. These data expand the known opsin diversity in stomatopods to clades of arthropod opsins that are sensitive to short wavelengths and ultraviolet wavelengths and confirm the results of previous studies recovering more opsin transcripts than spectrally distinct types of photoreceptors. Many of the recovered transcripts were phylogenetically placed in an evolutionary clade of crustacean opsin sequences that is rapidly expanding as the visual systems from more species are investigated. We discuss these results in relation to the emerging pattern, particularly in crustacean visual systems, of the expression of multiple opsin transcripts in photoreceptors of the same spectral class, and even in single photoreceptor cells.
Introduction
The evolutionary origins of visual systems have long captivated biologists. More recently, this fascination with evolution of the eye has expanded from studies of overall structure and function to include investigations into the evolution of biochemical and genetic aspects of vision. In particular, animals' phototransduction cascades offer the opportunity to investigate the evolutionary history of individual components to better understand the evolutionary history of vision. Phototransduction, the process that converts absorption of photons of light into electrical signals, occurs via signal pathways mediated by G-protein-coupled receptors (GPCRs). Visual pigments, composed of an opsin GPCR protein covalently bound to a chromophore derived from vitamin-A, are the light-sensitive molecules that initiate the signal-transduction cascade. Following activation by light, visual pigments bind specific heterotrimeric G-proteins (G, G, and G subunits), thereby initiating intracellular signaling pathways. The G subunit then interacts with downstream effectors, ultimately resulting in a change in membrane potential. The interacting components of phototransduction cascades, however, have been well characterized in only a few animals (Yau and Hardie 2009) .
Investigations of the molecular components of phototransduction in non-model systems are becoming increasingly common Plachetzki et al. 2010 Plachetzki et al. , 2012 Rivera et al. 2010; Friedrich et al. 2011; Mason et al. 2012) . In general, opsin-mediated phototransduction pathways appear to fall into two major classes based on type of receptor cell (ciliary or rhabdomeric), type of opsin (R or C), and class of G-protein (particularly the G subunit), although exceptions are common (Oakley and Pankey 2008; Porter et al. 2012 ). Based on available data, spatial vision in arthropods typically utilizes rhabdomeric photoreceptors and R-type opsins coupled with a G-protein of the G q subunit subclass, while vertebrates' spatial vision employs ciliary photoreceptors and C-type opsins with a G t subunit (Arendt 2003; Arendt et al. 2004 ). These canonical phototransduction cascades are typically viewed as conserved, with most functional diversity of visual systems conferred by an extraordinary diversification in opsin proteins across Metazoa (Oakley and Pankey 2008) . As a result, the most commonly studied components of phototransduction are the opsin proteins Feuda et al. 2012; Porter et al. 2012) . Fewer studies have examined the question of how the diversity of other components of phototransduction cascades compare with either the diversity of opsins or with function of the visual system. The increase in genomic and transcriptomic resources, particularly for non-model systems, has made broad comparative studies of visual systems more feasible.
Stomatopod crustaceans (also known as mantis shrimp) are well known for their spectacular visual systems and arguably have the most complex set of photoreceptors of any animal yet characterized. Although many animals have multifunctional visual systems specialized for particular tasks such as reception of color or polarization of light, most are based on relatively few spectral classes of photoreceptors (typically two to five) and/or the capability of detecting polarization. In contrast, within one eye, stomatopods contain multiple overlapping visual fields, polychromatic color vision, numerous ultraviolet (UV)-sensitive spectral channels, as well as linear and circular polarization vision (Horridge 1978; Marshall 1988; Cronin and Marshall 1989a, 1989b; Marshall et al. 1991a Marshall et al. , 1991b Marshall and Oberwinkler 1999; Chiou et al. 2008) . Underlying this unparalleled array of visual functions is the greatest spectral diversity of photoreceptors yet described in a single retina (Fig. 1) . The absorbances of photoreceptors measured across many stomatopod species suggest that this spectral diversity is the result of the expression of a single visual pigment in each type of photoreceptor (Cronin and Marshall 1989b; Cronin et al. 1994; Cronin et al. 1996; Cronin et al. 2002) . Previous studies of the retinal expression of stomatopod opsins, however, documented larger numbers of opsin transcripts than predicted on the basis of the spectral diversity of photoreceptors ). Although uncommon in other arthropods, visual systems expressing many more opsins than spectral classes of photoreceptor seem to be common in crustaceans (Sakamoto et al. 1996; Oakley and Huber 2004; Frank et al. 2009; Kashiyama et al. 2009; Rajkumar et al. 2010; Colbourne et al. 2011) .
Because of structural, spectral, and functional diversity, the retinas of mantis shrimp present an excellent system in which to compare the diversity in visual function to the diversity of the underlying components of phototransduction cascades. Before we can do so, however, we must elucidate those components expressed in the eyes of stomatopods. Here, we present data on the molecular components of visual-signal transduction from two species within the order Stomatopoda, Hemisquilla californiensis and Pseudosquilla ciliata. These two species represent taxonomic diversity within the order, as well as variations in the anatomy and physiological function of the visual system. Using new retinal 454 transciptome datasets, we identify the expression of homologs of genes from known phototransduction pathways. We focus on the expressed opsin transcripts and present the first comprehensive view of the diversity of visual pigments responsible for the complexity of photoreceptors found in stomatopods' visual systems, as well as consider the implications that these opsin expression patterns hold for the broader evolution of crustaceans' visual systems.
Methods and materials

Taxon sampling and retinal morphologies
Retinal tissues were collected from two species of stomatopod: a male H. californiensis collected by dredge off the coast of Orange County, CA, USA, and P. ciliata, collected adjacent to the Isla Magueyes Marine Laboratory, Puerto Rico (17.9687, À67.0488) in a sandy patch-reef lagoon. We found P. ciliata in our boat, probably brought in with anchor sand. Retinal tissues were dissected and stored in RNAlater (Qiagen) until processed in the laboratory. Based on current taxonomic and phylogenetic studies (Ahyong and Jarman 2009; Porter et al. 2010) , these species represent two distinct superfamiliesHemisquilloidea and Pseudosquilloidea, respectively-within the order Stomatopoda. Additionally, the two species represent lineages with important differences in the anatomy and physiology of the visual system (Fig. 1) . While both species contain Fig. 1 Anatomy and physiology of the visual system of (A) P. ciliata and (B) H. californiensis. Schematic diagram illustrating the retina, sectioned perpendicular to the equatorial plane of the 6-row midband of (C) P. ciliata and (D) H. californiensis. Midband rows are indicated by the numbers 1-6; the receptors of the peripheral retina are not shown. At the top of the retina are the ultravioletsensitive 8 th retinular cells. Below these cells are the cells composing the main rhabdom, which in rows 1-4 have been subdivided into sets of two, tiered photoreceptors. In each species, photostable filters that lie in the optical path between photoreceptor units are indicated by black arrowheads. In P. ciliata there are two filters both in midband rows 2 and 3 (C), while in H. californiensis there is one filter in each row (D). The spectral diversity of photoreceptors in each species is represented by the calculated peak absorbances (l max ) for each type of photoreceptor in the retina of (E) P. ciliata H. californiensis and (F) H. californiensis P. pseudosquilla. For midband rows 1-4, distal (D) and proximal (P) photoreceptor absorbances have been plotted on the same panel. In each graph, the jagged trace represents the measured absorbance, while the smooth curve represents the best-fit template curve. Photographs were provided by M. Bok (A, C) and R. Caldwell (B, D); schematic drawings in C and D adapted from Porter et al. (2010) ; spectral data in E and F from Cronin and Marshall (1989a, 1989b) and Cronin et al. (1994) , respectively, with spectral fitting employing the methods of Cronin et al. (1996) .
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six rows of specialized ommatidia, there are differences in the number and absorbance characteristics of photostable filters used, and in the diversity of photoreceptor sensitivities. When considering the photoreceptors tuned to visible wavelengths of light, those of H. californiensis span the most restricted range of the visual spectrum of any species measured thus far (414-535 nm), presumably due to living in deeper (10-50 m), wavelength-restricted, environments with dim light. Pseudosquilla ciliata photoreceptors detect a broader spectrum (400-539 nm) (Cronin et al. 1994) , perhaps related to living in shallow waters (low intertidal to 30 m). UV-sensitive photoreceptors have been measured in H. californiensis, with wavelengths of peak absorbance (l max ) of 330 nm (Cronin et al. 1994) . Based on intracellular optical techniques, UV photoreceptors have been documented in P. ciliata, but the photoreceptor l max has not been measured (Cronin 1989) .
RNA extraction, cDNA construction, and transcriptome sequencing
To produce cDNA for sequencing, we used the organic solvent TRIzol (Invitrogen) to extract RNA from dissected retinal tissue from the eyes of H. californiensis and P. ciliata. Next, we removed trace DNA with the Ambion TURBO DNA-''free'' kit (Invitrogen) and quantified RNA yield with a Qubit Fluorometer (Invitrogen), in both cases following manufacturer's protocol. To generate cDNA, we used the SMARTer cDNA synthesis kit (Clontech). To reduce sequencing artifacts due to poly-T tracts, we used modified 3 0 -primers for first-strand synthesis: 5 0 -AAG CAG TGG TAT CAA CGC AGA GTA CTTTTTTCTTTTTT-3 0 . For secondstrand synthesis, we used the protocol outlined in the SMARTer cDNA kits and 26 and 20 cycles of amplification for H. californiensis and P. ciliata, respectively (a number determined by a series of optimization procedures). We then purified amplified cDNA using phenol:chloroform:isoamyl protocols. Finally, the resulting cDNA samples were sequenced using the Roche 454 platform, according to the manufacturer's instructions, employing partial runs with a manifold to separate samples. To assemble our stomatopodan retinal transcriptomes, we used GS De novo Assembler v2.3 (''Newbler,'' 454 Life Sciences/Roche Branford, CT USA) set to default threshold options, and using the -vt option to remove adapters. Following assembly, we used LUCY (Chou and Holmes 2001; Li and Chou 2004) to trim low-quality nucleotide reads and delete any assembled contig below 100 nucleotides in length.
Transcriptome annotation
We searched our retinal transcriptomes for orthologs of known R-type phototransduction genes using an evolutionary placement algorithm (Berger et al. 2011) . Our methods will be described in detail in a forth-coming paper, but a brief account is as follows. First, we used functionally characterized exemplars of phototransduction proteins (e.g., those from Drosophila melanogaster) and the blastp algorithm to search predicted protein databases from the genomes of 23 metazoans, 1 choanoflagellate, and 2 fungi (species and sources listed in Supplementary  Table S1 ). We used the resulting sequences to build reference trees for the following 13 genes of interest: diacylglycerol kinase, GPCR kinases 1 and 2 (Gprk1, Gprk2), Gq subclass of the G-protein alpha subunit (G q ), the G-protein beta subunit (G ), the G-protein gamma subunit (G), phospholipase C (PLC), photoreceptor-specific protein kinase C (PKC), R-type opsins (OPS), phosphatidylinositol transfer protein (rdgB), rhodopsin phosphatase (rdgC), transient receptor potential (TRP) channels, and visual arrestin (ARR). Datasets for each gene were aligned using MAFFT (Katoh et al. 2002 (Katoh et al. , 2005 Katoh and Toh 2008) and reference trees were built using RAxML with WAG as a protein model and 100 bootstrap replicates followed by a maximum-likelihood search for the best tree (Stamatakis 2006; Stamatakis et al. 2008) . Next, we searched our transcriptomes using blast searches with the same queries as above, identified potential orthologs, and placed these ''hits'' on our reference trees using the evolutionary placement algorithm (Berger et al. 2011 ), a tool that places unknown genes or gene fragments into a pre-calculated gene phylogeny (our ''reference trees'') using maximum-likelihood (Stamatakis 2006; Stamatakis et al. 2008) . We used the resulting trees to annotate our transcriptomes by identifying genes as homologs of known r-transduction genes when they fall in an orthologous position based on the gene phylogeny.
Phylogenetic reconstruction and analyses of opsin copy number
To further investigate the diversity of opsins behind the diversity in photoreceptor sensitivity in H. californiensis and P. ciliata, the phylogenetic placement of identified opsin contigs was determined within a representative selection of known arthropod opsins (Supplementary Table S2 ). Amino-acid sequences were aligned using MAFFT (Katoh et al. 2002 (Katoh et al. , 2005 Katoh and Toh 2008) and the resulting alignment used to estimate phylogenetic relationships and node confidence as bootstrap values using RAxML (Stamatakis 2006; Stamatakis et al. 2008) . The phylogeny was rooted using cephalopod opsin and vertebrate melanopsin sequences as outgroups (Supplementary Table S2 ). Because contig sequences do not represent full-length transcripts and are not necessarily overlapping fragments, we used phylogenetic information to estimate the number of opsin transcripts represented in the transcriptomes from each species. An important caveat of this estimate, however, is that many opsin transcripts may not be represented in the transcriptomes due to a number of factors (e.g., methods-based biases such as RNA extraction, cDNA construction, sequencing efficiencies, time of day the tissue was collected, and sex of the animal), and therefore absence of a type of gene from the transcriptomes does not indicate absence from the genome, or even from expression in the retina. Based on phylogenetic placement of opsin contigs, the number of opsin transcripts represented in the transcriptome for each species was estimated by looking at the alignments of contigs relative to a full-length reference opsin gene from a stomatopod (Neogonodactylus oerstedii Rh1, DQ646869). Transcript numbers were estimated conservatively by counting pairs of non-overlapping 5 0 and 3 0 contigs as a single transcript, in addition to near fulllength contigs. Annotated phototransduction contigs are available from the Dryad Digital Repository (http://dx.doi.org/10.5061/dryad.v3s00).
Results
Sequencing and assembly of the stomatopod retinal transcriptomes were of similar quality in samples from both species (Table 1) . Multiple components of the phototransduction pathway mediated by R-type opsin/G q were identified in both H. californiensis and P. ciliata (Table 2) . Several G q -mediated phototransduction genes were found expressed in either one species or the other, including heterotrimeric G-protein subunits (G q , G), PLC, PKC, GPCR kinase 1 (Gprk1), retinal degeneration B protein (rdgB), and TRP channels. Two components-visual arrestins and opsins-were found in both species. When considering both species, 9 of 13 G q -mediated phototransduction-pathway genes that were annotated were found in stomatopods. Of the genes identified in both species, similar numbers of arrestin contigs were recovered both in H. californiensis and in P. ciliata, including homologs of both known D. melanogaster visual arrestins. More phototransduction transcripts were found in the P. ciliata transcriptome (8 of the 13 searched), when compared with the H. californiensis transcriptome (3 of the 13 searched).
The most dramatic difference between the retinal transcriptomes of these two species was in the number of contigs recovered from opsin transcripts (H. californiensis ¼ 18 contigs; P. ciliata ¼ 49 contigs). These contigs are dispersed among the major phylogenetic clades of known arthropod opsins, including the long-wavelength-sensitive (LWS) clade, a putative middle-wavelength-sensitive (MWS) clade, and a short-wavelength/UV-sensitive (SWS/UVS) clade (Fig. 2) . Based on conservative estimates, these contigs represent the expression of 14 opsin transcripts in H. californiensis, and 33 transcripts in P. ciliata. In both species, large numbers of estimated transcripts were found in the LWS clade, with 11 estimated transcripts in H. californiensis and 15 in P. ciliata (Table 3 ). The two species differed in the number of estimated transcripts in the MWS clade, with many more transcripts identified in the P. ciliata transcriptome (16) than found in H. californiensis (2). The transcriptomes from both species contained few numbers of SWS/UV opsin transcripts (Table 3) .
Discussion
In this study, we used transcriptomics to document the presence of the major components of photoreceptor signal transduction in two species of stomatopods, H. californiensis and P. ciliata. Based on the phylogenetic affiliations of the majority of the annotated components, stomatopods have the potential to utilize a Gq-mediated phototransduction pathway The only two components of phototransduction found in both species were visual arrestins and opsins ( Table 2 ), suggesting that these transcriptomes are incomplete exemplars of the visual system in stomatopods. Even given the limitations of missing phototransduction components, there was an intriguing pattern of contig diversity within each species. Although similar contig diversity was identified for the arrestin transcripts in both species, including homologs of the two known visual arrestins of D. melanogaster, the number of opsin contigs found in each species was considerably greater than any of the other annotated genes, suggesting a much larger diversity of expressed opsin transcripts, compared with other components (Tables 2 and 3) . Arthropods' visual opsins form three evolutionarily distinct groups that generally correlate with the l max of the visual pigment formed; these three classes of opsin are comprised of a group that forms LWS pigments, a group that forms SWS/UVS pigments, and a group of mainly crustacean sequences that, based on a small number of studies (Sakamoto et al. 1996; Colbourne et al. 2011) , putatively form MWS pigments.
Previous studies of opsin diversity in stomatopods identified six major clades of LWS opsins, and many more expressed opsin transcripts than spectrally distinct classes of photoreceptors . In this study, we significantly expand the known opsin diversity in stomatopods by identifying LWS, MWS, and SWS/UVS opsin contigs (Fig. 2) . These data corroborate the study of Porter et al. (2009) , thereby illustrating an even larger mismatch between expressed opsin transcripts and photoreceptor diversity.
Furthermore, the difference in the number of annotated opsin contigs between H. californiensis and P. ciliata is notable. Although some of the discrepancy may be due to a number of methodological biases (e.g., time of day the tissue was collected, sex of the animal, or RNA extraction, cDNA construction, and sequencing efficiencies), some of this diversity could reflect true differences in opsin copy between these two species. Studies of differences of expression of opsins in stomatopods are currently underway to address these questions. Although the absence of particular types of opsin transcript does not indicate absence from the genome, or even from expression in the retina for the reasons outlined above, we can estimate the number of transcripts represented in the transcriptomes of each species as a baseline of transcript number for future studies. Representatives in each of the six previously described stomatopodan LWS opsin clades were found in the P. ciliata transcriptomes, whereas the H. californiensis transcriptomes only contained contigs from three of these clades (Fig. 2) . In the MWS clade, we recovered an estimated 16 transcripts from the P. ciliata transcriptome and only two transcripts from H. californiensis. Finally, in the SWS/UVS clade, annotations of transcriptomes from both species identified the presence of only a few transcripts (one in H. californiensis and two in P. ciliata).
Regardless of the difference in estimated numbers of opsin transcripts in the visual system of each species, or the potential for missing transcripts, H. californiensis and P. ciliata both demonstrate a mismatch in the number of expressed opsins with the documented number of distinct spectral classes of photoreceptors. In H. californiensis, examination of the retinal spectral diversity finds two pairs of photoreceptors with the same l max -midband rows 5 and 6 photoreceptors and the photoreceptors in the peripheral retina, all with l max of 501 nm, and midband row 2 proximal and row 3 distal photoreceptors, with l max of 510 nm (Fig. 1F) . Because of these pairs of similar photoreceptors, H. californiensis has 14 spectrally distinct classes of photoreceptors in their retinas. Although at first glance, this appears to match the predicted number of opsin transcripts (Table 3) , closer inspection reveals a mismatch of opsin transcripts versus photoreceptor types in each class of wavelength. In the long wavelength part of the spectrum, H. californiensis has five classes of photoreceptors matched with 11 estimated opsin transcripts. Similarly, P. ciliata has six LWS classes of photoreceptors paired with 15 estimated opsin transcripts, and an overabundance of MWS transcripts, expressing an estimated 16 transcripts matched with four types of photoreceptors. In the SWS/UV region of the spectrum, neither species has had the UV photoreceptors in the retina completely characterized, so the mismatch in this spectral region is still unknown. In a previous study of the expression of opsin in H. californiensis, Cronin et al. (2010) found a LWS transcript from the crustacean LWS stomatopod ''A'' clade expressed in both midband rows 5 and 6, and the peripheral retinal photoreceptors. Given that there are estimated to be at least an additional eight transcripts expressed from this group of H. californiensis opsin sequences alone, the expression patterns of retinal opsins in stomatopods are likely to be complicated. In the majority of photoreceptors that have been studied using both physiological and molecular methods, the spectral properties were due to the expression of single opsin proteins. However, as more crustacean visual systems have been investigated, a pattern of opsin expression is emerging in which many species express more opsins than expected based on photoreceptor physiology. This pattern to date has been most commonly documented in the brachyuran crabs (Sakamoto et al. 1996; Rajkumar et al. 2010) , although it has also been found in mysids (Frank et al. 2009 ), ostracods (Oakley and Huber 2004) , and branchiopods (Kashiyama et al. 2009 ). Although several of the datasets are from multiple individuals, additional supporting data can be found in expressed sequence tag (EST) libraries and genome studies of a number of species, including representatives of Euphausiacea (Euphausia superba- Porter et al. 2007 ; http://krill.cribi.unipd.it), Copepoda (Calanus finmarchicus, LIBEST_020806), Isopoda (Eurydice pulchra, LIBEST_016201), Mysida (Porter et al. 2007) , Branchiopoda (Daphnia pulex- Colbourne et al. 2011) and Decapoda (Penaeus monodon, LIBEST_015501, LIBEST_017837; Metacarcinus Fig. 2 Continued outgroup (OG) clades, for which each triangle represents the sequence diversity contained in each clade. The gray triangles indicate the clades containing sequences from stomatopods. Each gray clade is shown in detail in a larger panel, with the sequences of H. californiensis and P. ciliata shown in bold, other sequences from stomatopods in black, and other crustacean sequences in gray. In the ''Crustacean LWS'' panel, the six previously described clades of stomatopod opsins are indicated (A-F) ). Clades representing multiple sequences from a single species are indicated by the species' name followed by the number of sequences in parentheses. See supplementary Table S2 for a list of sequences used to construct the complete phylogeny. Stomatopod retinal transcriptomics 47 magister, LIBEST_023107; Porter et al. 2007 ). The opsin transcriptome data from H. californiensis, and particularly from P. ciliata, support this pattern. Based on the currently available data, multiple opsin expression seems to be most prevalent in the crustacean LWS and MWS opsin clusters ( Fig. 2 ; Sakamoto et al. 1996; Oakley and Huber 2004; Porter et al. 2007 Porter et al. , 2009 Rajkumar et al. 2010) . It is interesting to note that many of these documented crustacean opsin transcripts occur in pairs. This is especially obvious in opsins isolated from brachyuran crabs that are members of the crustacean MWS opsin group ( Fig. 2 ; Sakamoto et al. 1996; Rajkumar et al. 2010) , although it has also been documented in other crustacean groups (mysids-Frank et al. 2009 ). This intriguing pattern suggests crustacean opsins require heterodimers to function properly, although future studies are necessary to fully test this hypothesis. Even so, the patterns of crustacean opsin expression, and in particular the estimated numbers of opsin transcripts from H. californiensis and P. ciliata, demonstrate that there are aspects of opsin protein and visual pigment function that have not yet been fully elucidated.
Conclusions
Studies of visual systems in stomatopods have a long history of finding unusual anatomies and physiologies. Our research investigating the molecular aspects of phototransduction continues this trend. Visual system transcriptomes of two species, H. californiensis and P. ciliata, contain the components of G q -mediated phototransduction pathways, similar to those of other previously investigated arthropods. Most surprisingly, both species express large numbers of opsin transcripts that are mismatched with the spectral diversity of retinal photoreceptors, although the patterns of mismatch differ. In H. californiensis, there are more opsins than photoreceptors for LWS, whereas in P. ciliata retinas express more opsin transcripts than photoreceptors in both the long and middle wavelength regions of the spectrum. This pattern of over-expression of opsin transcripts relative to photoreceptor diversity appears to be common among crustaceans, although the reason has yet to be discovered.
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